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Supplementary Figure Legends 
 
Figure S1. Fragmentation of C17-containing ceramide-C. 
Cells were incubated with 25 µM C17-PHS for 60 min, lipids were extracted and 
analyzed by mass spectrometry. C17-ceramide C at m/z = 696.5 was fragmented and 
product ions were analyzed in negative (panel A) and positive mode (panel B). 
 
Figure S2. Complex sphingolipids are stable. 
Cells were pulsed with C17-PHS (50 µM) for 90 min, washed, and then allowed to 
grow for the indicated period of time. Lipids were extracted and both C17- and C18-
PHS containing complex sphingolipids were quantified. Values represent mean ±SD of 
three independent determinations. 
	
Figure S3. Elevated concentrations of C17-PHS inhibits ceramide and IPC 
synthesis in the Orm mutant. 
Wild-type and orm1∆ orm2∆ mutant cells were incubated with different concentrations 
of C17-PHS for 45 min and newly synthesized C17 Cer-C (panel A) and C17 IPC-C 
(panel B) were quantified. Values represent mean ±SD of three independent 
determinations. Asterisks denote statistical significance (*P<0.05; **P<0.001; 
***P<0.0001; n.s. (non significant)). 
 
Figure S4. The media composition affects steady-state levels of ceramide but not 
the rate of ceramide and IPC synthesis. 
Comparison of steady-state levels of ceramide (panel A) and IPC-C (panel B) of wild-
type and Orm mutant cells cultivated either in rich (YPD) or synthetic (SD) media. 
Comparison of the rate of ceramide (panel C) and IPC-C (panel D) synthesis of wild-
type and Orm mutant cells cultivated either in rich (YPD) or synthetic (SD) media. 
Cells were incubated with C17-PHS (10 µM) for 45 min. Values represent mean ±SD 
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of three independent determinations. Asterisks denote statistical significance (*P<0.05; 
***P<0.0001; n.s. (non significant)). 
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